Zuber and Matile7) reported that manyangiospermous plants contained so-called acid carboxypeptidase:
especially, cauliflower (Brassica oleracea) florets had very large amounts of such activity, although the enzyme was not characterized.
In order to ascertain if it is a serine enzyme, we partially purified a carboxypeptidase from cauliflower and investigated its properties. Carboxypeptidase activity toward benzyloxycarbonyl-L-phenylalanyl-L-leucine (purchased from Fluka) was determined at pH 5.0 with the ninhydrin method8) as described by Hayashi1* and the enzyme was purified as follows: 140g of crushed cauliflower florets were mixed with 140ml of 2.3% sodium chloride solution and homogenized. The homogenate was filtered through gauze and the filtrate was centrifuged at 4,000 rpm for lO min. (When this solution was frozen at -20°C for several days, precipitates appeared and were removed by centrifugation.) Ammoniumsulfate was added to the supernatant solution to 90% saturation. The precipitate was desalted by dialysis against 0.01 m sodium phosphate, pH 6.0, at 5°C. After a small amount of precipitate in the dialysate was removed by centrifugation at 10,000rpm, the supernatant solution was applied to a DEAE-cellulose column (Whatman DE-32) (1.6 x 12.5cm) equilibrated with 0.01 m sodium phosphate, pH 6.0. The column was washed with the same buffer and the enzyme eluted with the same buffer containing 0.2 m NaCl. Fifteen milliliters of the most active fractions were collected and used as the purified enzyme: the specific activity of 5^mol/min/mg of protein was obtained with a yield of 15%. The degree of purification was about 37-fold. During the purification, protein was determined by the Lowry method9) using bovine serum albumin (Fraction V) (Nakarai Chemicals)
as a standard.
To test its stability, the purified enzyme was incubated at various pH's at 25°C for 30min. It was quite stable around pH 5.0 and rather stable between pH 3~5.
However, it was very unstable above pH8.0 and gradually lost activity even at neutral pH.
The enzyme was active under moderately acidic conditions (pH 4~5): the optimum pH was found to be at pH 5.0 (Fig. 1) . The pH-activity profile is similar to that of the other carboxypeptidases obtained from plants. 3'5'6'10~20) In this experiment, we found that sodium phthalate strongly inhibited the activity: only about 20% of the activity was obtained when it was measured in 0.05m sodium phthalate instead of 0.05m sodium acetate (see The enzyme was preincubated at 25°C in 0.05m sodium phosphate, pH 6.0, containing inhibitor as indicated, and the activity was determined as described in Fig.1 .
ZPCKwas dissolved in methanol. Therefore, the preincubation mixture in all treatments contained 10% methanol.
for its activity; both residues were identified as reaction sites of DFP and benzyloxycarbonyl-L-phenylalanylchloromethylketone (ZPCK), respectively. Peculiarly, carboxypeptidase Y has one sulfhydryl group near the active site and is strongly inhibited by many kind of mer- 
